cause streaking. 8.
The slides are then blocked by placing them into a dish containing PBS with 5% w/v BSA, on rocker table for one hour at room temperature. i. A pause can be taken at this step by placing the dish in the cold room overnight, and allowing the block to proceed at 4C overnight.. 9.
The slides are then washed as in #7. 10.
The slides are dried by placing them in a slide spinner and spinning them until dry. 11.
To label the slides, the appropriate dilution of antibody (typically 1:1000) is placed in 1 mg/ml BSA/PBS and mixed. 12.
A lifter slip is placed over the slide and 60 ul of antibody solution is allowed to wick under the slide. 13.
The combined slide/lifterslip is then placed into a petri-dish with a moist chem-wipe. The dish is then closed, and sealed with tape. The dish is covered with tin-foil. i. A pause can occur at this step by placing the dish in the cold room over night. 14.
The antibody is allowed to incubate for 1 hour. 15.
The slide is washed (#7) and dried (#10).
16.
The slide is then scanned in the appropriate microarray scanner. i. The slide can be kept for a long period of time (> 6 months) if light shielded and stored in a vacuum desiccator.
Supplementary Methods

Hela Cell Lysate Preparation
Hela cell lysate was obtained by culturing Hela cells in 10% FBS / DMEM to 80% confluence in a 10 cm plate. Lysis buffer and sample buffer were made according to the protocol 9419 from Cell Signaling Technology. The plate was washed two times in ice cold PBS, and 200 µl of ice cold lysis buffer was added. Cells were scraped and placed in a 1.5 ml screw-top tube, and spun at 14k for 30 minutes at 4 degrees.
T47D Culture and Lysate Preparation
Breast cancer epithelial cells (T47D) were cultured in SILAC media (Pierce) with 13 C 6 LLysine and 13 C 6 , 15 N 4 L-Arginine ("heavy") and normal ("light") DMEM with 10% Dialyzed FBS. Cells were grown for five population doublings in heavy and light media to insure incorporation of heavy amino acids. Cells were grown to confluence in 15 cm plates and serum starved for 36 hours. Cells grown in light media were treated with Heregulin for 5 minutes and 3 hours. Cells grown in heavy media were used as the control, and not exposed to Heregulin.
Lysis and sample buffer was prepared as per the protocol for product 9419 (Cell Signaling Technology). Cells were then washed twice with chilled phosphate buffer saline (PBS), and 1.25 ml of lysis buffer was added. Plates were rocked on ice for five minutes, and cells were removed with a cell scraper. Cells were sonicated four times for five seconds, and spun for 30 minutes at four degrees on a table top centrifuge. The supernatant was removed and equal volumes (600 µl) of control lysate was added to 600 µl of each of the treated samples (10 minutes and 3 hours). To each 1.5 ml vial, 100 µl of anti-phosphotyrosine beads (Cell Signaling Technologies) was added. Immunoprecipitation was carried out according to the protocol 9419 from Cell Signaling Technology.
Western Blot Methods
The transfer to nitrocellulose was done under semi-dry conditions, and was transferred for 40 minutes under 80 mA of constant current. The nitrocellulose was blocked with BSA (5%) with 1% NFDM in TBS for 1 hour. The membrane was washed 3 times in 0.1% Tween/TBS and hybridized with 1:1000 Avidin HRP (Biorad) for 1 hour. The membrane was washed 3 times with 0.1% Tween/TBS and incubated with ECL Plus (GE Biosciences), and imaged with film (Kodak).
